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Table 3.1 PROTOCOL FOR Mucor FERMENTATION IN THlN STILLAGE AND OIL RECOVERY 
lnoculum preparation - 2% spore stock inoculated into YM broth, incubation for 24h 
it 
10% lnoculum added to 4L thin stillage in air-lift reactor 
LL 
Thin stiliage parameters before inoculation: 4.5pH, %T8 not more than 5%, heat sterilized (121°, 60min) 
Fermentation parameters: 2vvm aeration, 35°: 24-48h incubation 
Biomass harvested by filtration 
One part of biomass is dried at 130° for : 
3h in oven and ground to a powder in a To 19 wet biomass powder, 
pestle & mortar 30ml. toluene is added, well 
'm" mixed and sonicated tor 4 min at 
A} 50% amplitude using an 
To 19 dry biomass powder, SOmL toluene Ultrasonic Smi?erwlih 9‘ C9“ 
is added, well mixed and sonicated for 4 disrupt“ hom- After SOTliCatlOn, 
min at 50% amplitude using an ultrasonic anhydrous magnesium Sulfate 
sonifier with a cell disruptor horn added to remove Water Present 
sterilized (121°,60min) 
i After solvent extraction, ?ltration is done to remove cell debris & MgSO4 (in case of wet sample) I 
AIL 
l Rinse filter paper with toluene to wash away any residual oil sticking to the filter paper 1 
4:1,» 
Filter paper retains cell debris, magnesium sulfate hydrate and solid impurities. 
Filtrate contains toluene and oil. Toluene is removed usino a rotary evaporator 
ll 
I Oil sample from rotavapor kept under vacuum for i5 min before weighing ?ask again I 
l Weioht of oil = weight of flask before & atter evaporation of toluene. Proton NMR - confirmation of oil ouritv l 
FIG. 24 
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